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Abstract

Alafia barteri Oliver (Hook F. Icon: Apocynaceae) is used in African traditional medicine on various ailments with phar-
macological potential, information on the immunological and toxic effects remain scarce. This study establishes immu-
nological and toxic effects of the ethanol Alafia barteri extract in male Wistar rats. An ethanol Alafia barterileaf extract
was prepared using previous standard methods by Solanki & Nagori 2012; Sunmonu & Afolayan 2013. The Wistar rats
were divided into three groups (n= 5). Group I (control) received 2 mL of distilled water; Group II, III received 200, 300
mg/kg extract respectively for five weeks. The body and kidney weights, CD4 count, serum creatine and urea, kidney
histology were analyzed using standard protocols. 4% and 6% of the LD50 showed significant increase in CD4 count (P<
0.0001) with 15.26 + 1.477 cells/mm3 (control) compared to 28 + 1.283, and 95.48 + 1.197 cells/mm3 in the 4% and
6% doses respectively, in a dose-dependent manner (P< 0.0001). There were no significant changes (P> 0.05) in body
and kidney weights, serum creatine, and urea. Histologically, 200 mg/kg of the extract was associated with dilatation
while 300 mg/kg led to shrinkage in the nephrons. The extract was associated with CD4 cell numbers and osmotic histo-
morphology changes in the nephrons, with no evidence of changes in organ and bodyweights, serum creatinine, and
urea. The findings strengthen opinions that plant extracts can be harmful to the kidneys and that Apocynaceae can mod-
ulate immunity.

Keywords: Apocynaceae; Body weight; Kidney weight, Kidney function; Kidney function tests; Urea, Creatinine,
CD4 cells, Kidney histology, Inmunology

1. Introduction

Alafia barteri oliver of the family Apocynaceae is a tropical rain forest plant, native to West and West-central tropical Af-
rican countries such as Nigeria, Ghana, Liberia, Ivory Coast, Togo, Benin, Cameroon, Guinea Bissau, Congo and Gabon and
a few East African countries such as Uganda, Kenya and South Sudan (Hamid et al., 2017; Lasisi et al., 2016; Sosef, 2006).
The phytochemical constituents of Alafia barteri leaves and roots include total polyphenols, flavonoids, tannins, sapo-
nins, alkaloids, terpenoids, reducing sugar, steroids, glycosides, and anthraquinones (Hamid et al., 2017; Lasisi et al,,
2016). The acute and sub-acute toxicity screenings of the plants are vital to determine the toxicological profiles of any
herbs to authenticate their safety and harmful potential towards the consumers, yet only a limited number of medicinal
plants have been screened for the same in Africa (Teke & Kuete, 2014). Evaluation of the intrinsic toxic effect of Alafia
barteri oliv is important to know the safe preparations of phytotherapy of the plant and during drug development (Lasisi
et al, 2016), and despite their numerous medicinal uses, the Alafia barteri plants have toxic compounds to human health
such as pro-toxic dehydropyrolizidine alkaloids (Colegate et al.,, 2016; Liu et al., 2013). The ethanolic extract of the
leaves from the plant is moderately toxic to the brine shrimp larvae (Artemia salina) with an LDso of 313-327 ppm (Lasisi
et al,, 2016), in some instances the oral ingestion of the extract is not associated with disruption of the physiology of
structures and improves their function as was observed in the testes where their structure was not damaged, improved
the sperm quality and increased the steroid hormones in Wistar rats (Adelakun et al., 2018).
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A previous study demonstrated that there was no gain or loss of body weight associated with 500mg/kg body weight
aqueous extract-treatment with Alafia barteri in rats for 4 weeks (S. Adelakun et al.,, 2018); another study showed an
increase in the body weight associated with ingestion of 400mg/kg body weight of the aqueous extract for 6 weeks
(Atilade et al., 2018, 2019).

Plant extracts have beneficial effects in certain diseases involving kidney pathology such as diabetic nephropathy, these
are associated with reduced renal function. On the other hand, other plant extracts may be harmful to the kidneys lead-
ing to impairment of renal function in these disease conditions (Musabayane, 2012). Because herbal plants can take up
toxic compounds such as heavy metals (Ssempijja et al., 2020), pro-toxic alkaloids (Colegate et al., 2016; Liu et al., 2013),
and when consumed raw the herbs could pose major health risks to mammals (Ssempijja et al., 2020) including injury to
the kidneys and renal failure (Olujimi et al., 2014). Renal cytochromes P450 and peroxidases are involved in the metabo-
lism and activation of phytochemicals such as alkaloids (ellipticine) in Apocyanaceae during treatment of ailments.
Therefore the pharmacological efficiency, genotoxic side-effects, and excretion of theses herbs (Apocynaceae) are de-
pendent on the integrity of kidneys, and vice versa in rats, mimicking the fate of the herb in humans (Stiborova et al,,
2010). A previous study involving oral ingestion of 500mg/kg aqueous extract of Alafia barteri in Sprague Dawley rats
showed no toxicity to the gross morphology and histology of kidney cortex, indicating that the herb does not interfere
with the kidney functions (S. Adelakun et al., 2018). Similar findings were observed with 400mg/kg body weight of the
aqueous extract that was not toxic to the renal histological architecture in the normal and improved the histology of
structures within the renal cortex of diabetic Wistar rats (Atilade et al., 2018).

Blood creatinine and urea are the most widely used indirect markers of kidney function. Elevated blood urea and creati-
nine levels signify impaired kidney function or kidney disease (Yadav et al., 2014). A previous study to determine the
effect of ethanolic extract of a different variety (Rauwolfia vomitoria; Apocynaceae), from that used in our study (Alafia
barteri; Apocynaceae), was associated with impaired renal biochemical indices (elevated serum creatinine and urea) at-
tributed to a poor kidney function (Eteng et al., 2009), but even extracts from the same plant but different parts such as
leaves and roots showed different effects on kidney function tests, and different varieties of the same family also gave
rise to differences in the modulatory effect of the indices (Eteng et al., 2009; Musabayane, 2012).

Preparations of Alafia barteri roots, stems, leaves, and latex are used as in treatment as immune boosters through vari-
ous pharmacological properties such as antispasmodic, antiplasmodial, antifungal, antibacterial, anti-inflammatory, re-
duction of edema, analgesia through inhibition of acetic acid, antiproliferative through cytotoxicity of cancer cells in rats
(Hamid, Aiyelaagbe, Negi, et al., 2017; Sofidiya et al., 2014b), antiproliferative through suppressing the viability of the
hepatic, breast and leukemic cancer cell lines (Hamid, Aiyelaagbe, Kaneez, et al., 2017), alkaloid inhibition of growth
against human neoplastic cells (Liu et al.,, 2013), and antioxidation to protect cells and tissues against detrimental effects
of reactive oxygen species and other free radicals (Owolabi et al., 2018). For example, because of its powerful antioxidant
activity, Alafia barteri extract has been shown to have histo-protective effects on the cortex of the brain, heart, kidneys,
liver, and testes in (S. Adelakun et al.,, 2018; Owolabi et al.,, 2018). The molecular mechanisms through which the medici-
nal herbs of African origin work to treat ailments have not been adequately determined (Mahomoodally, 2013), our
study determined the effect of the extract on the health status of the immune system by measuring the CD4 count of
Wistar rats. T-lymphocytes are leucocytes involved in cell-mediated immune responses of the innate and adaptive im-
mune systems; CD4 cells are T-lymphocytes (T-helper cells) that protect the body by eliminating pathogens or prevent-
ing their growth (Li & Flavell, 2008). The functions of CD4 cells include the production of T-cell cytokines in response to
specific antigen stimulation, help for antibody production, coordinating immune responses, lysis of virally infected target
cells with type 2 histocompatibility antigens, serve as a cellular receptor for human immunodeficiency virus (HIV), and
CD4-bearing lymphocytes are important target cells for HIV infection in the body. The CD4 cell count gives an indication
of the health status of the immune system and the ability of the body to fight against pathogens, infections, and illnesses
(Bodhade et al,, 2011; Yarchoan et al., 1991). Treatment with an Apocynacea herb variety (Himatanthus drasticus) has
been shown to modulate CD4 cells in sarcoma bearing mice (Santos et al., 2018) and food supplements of Apocynaceae
(Aspidosperma subincanum Mart. ex A. DC.) increased the CD4 count in HIV patients (Maes & Maes, 2015), findings of
which are suggestive of the role of Apocynaceae in the improvement of the immune status of the body through CD4 cells
during the management of certain ailments (Maes & Maes, 2015; Santos et al., 2018).

The objective of our study was to determine the effect of the ethanolic extract of Alafia barteri on the body weight, gross
anatomy and histology of the kidney, kidney function, and CD4 cell count of male Wistar rats.

2. Methods
2.1 Study Design

This was an experimental study in which quantitative and qualitative data were collected from adult male Wistar rats
kept in the animal house at Kampala International University, Western Campus. Fifteen (15) male Wistar rats (100-115
g) were randomly assigned based on weight into three experimental groups of 5 rats each.
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Bodyweight experiments used adult animals at the age of 9 weeks and weighing 100-115 g at the start of the experiment;
whereas experiments involving kidney morphology assessment, biochemical, hematological tests, and histology em-
ployed 13-week old rats weighing 105-135 g at the start of the experiments. Each rat was assigned a random number
and the animals were then divided into 3 groups with each consisting of 5 rats (n=5). Group I (control) rats were admin-
istered with 2ml of distilled water; Group II received 200mg/kg body weight; Group III got 300mg/kg bodyweight of
Alafia barteri extract. The study design and animal models were used following previous methods by (Eteng et al., 2009;
Sunmonu & Afolayan, 2013).

2.2 Data Collection Instruments

The body, kidney weight measurements and assessment of the gross morphology of the kidney were done using previous
methods using an electronic weighing machine (Kent Scientific®) and visual inspection using unaided eyes, respectively
(Atilade et al,, 2018; Eteng et al., 2009; Hill et al., 2001). The kidney biochemical function tests were done using the Jaffe
reaction for analysis of serum creatinine (Kiime et al.,, 2017; Owen et al., 1954) and diacetyl monoxime for determination
of blood urea (Marsh, 1964; Park, 1986). The CD4 cell count was obtained by flow cytometry using the cyflow automated
cell counter (Ekaidem et al., 2010); histology of the kidney cortex was studied on photomicrographs stained with H and E
and viewed under the Nikon Eclipse Ci, type 104c light microscope mounted to a Nikon digital sight DS Fi 1 camera to
capture the images; a Toshiba computer connected to the couple was used to save the images, following previous meth-
ods (Ashburner, 1989; Fischer et al., 2008; Palladino et al., 2003).

2.3 Experimental methods
2.3.1 Plant material and authentication

Freshly picked Alafia barteri plant with mature fresh roots and leaves were obtained in January 2020 from a local bush
within Ishaka-Bushenyi municipality, Western Uganda. A sample of the plant materials was taken for authentication by a
Botanist (Dr. Olet Eunice) at the Department of Botany at Mbarara University of Science and Technology, Uganda; it was
identified as Alafia barteri oliver of the family Apocynaceae and a voucher specimen (code No. LHO 407) was prepared
and deposited at the Department of Anatomy, Kampala International University, Western Campus.

2.3.2 Preparation of the Ethanolic Extract of Alafia barteri oliver (Apocynaceae)

The extract was prepared using methods by (Solanki & Nagori, 2012) and (Sunmonu & Afolayan, 2013) briefly: the
leaves plucked from the stalks were rinsed with distilled water, dried in an oven at 30°C. The dried leaves were slightly
ground using a manual metallic mortar and pestle into fine powders that were kept in air-tight glass containers. The eth-
anolic extract of the plant was prepared by soaking 200g of the powdered sample in 2L of 96% ethanol in an Erlenmeyer
conical flask (Corning®). This was placed on an open-air electric shaker (Amerex®) to allow complete mixing for 24 h,
after which filtration was done using cheesecloth and then Whatman #1 filter papers. The filtrates were concentrated
using a rotary evaporator (Rotavapor® R-210) at 53°C to evaporate off the ethanol. The remaining dry concentrated ex-
tract was weighed and the yield stored in a refrigerator at 5°C (Samsung RF22N9781SR). When needed, the dry concen-
trates were reconstituted separately in distilled water to make the required doses for the experiment (Solanki & Nagori,
2012; Sunmonu & Afolayan, 2013).

2.3.3 Animal models and their husbandry

Eight-week-old Wistar rats were obtained and then raised in the experimental animal house in the Faculty of Pharmacy
at the Department of Pharmacology at Kampala International University Western Campus. The rats were kept for one (1)
week for acclimatization and were maintained at room temperature (22-30°C) on standard rat pellets and water ad libi-
tum. Animals were exposed to good husbandry practices through access to sufficient quality food, water ad libitum, expo-
sure to 12-hour day/light cycle, adequate bedding, and sufficient spacing to minimize stress as previously described. Af-
ter one week of acclimatization, each Wistar rat was assigned a random number, then grouped according to the study
designs as described previously (Eteng et al., 2009; Kalange et al., 2020; Sunmonu & Afolayan, 2013).

2.3.4 Administration of the extract to the rats

During their 8t week of life, the rats were administered by gastric intubation with 2ml of distilled water (control),
200mg/kg, or 300mg/kg body weight of extract once daily between the hours of 8:00-10:00 am for 5 weeks. The weights
were measured once weekly between the hours of 7:00-8:00 am for 5 weeks on days 8, 15, 22, 29, and 36. For kidney
weight, morphology, biochemical tests, CD4 cell counts and histology experiments the rats were administered p.o with
the 2ml distilled water or the extract (200 or 300mg/kg body weight) once daily between the hours of 8:00-10:00 am for
5 weeks before the samples were removed from the rats on day 36 between the hours of 8:00-10:00 am for testing in line
with each objective similar to a previous method by (Eteng et al., 2009). The LDso of the extract was determined as
3000mg/kg body weight in the preliminary phases of our study, and following previous studies involving Alafia barteri
extract on rats (Ishola et al., 2014, 2015; Lasisi et al., 2016; Sofidiya et al., 2014a); these formed the basis for the selection
of the extract doses used in the study (200, and 300mg/kg body weight) as these were deemed to be very safe in acute,
sub-chronic and chronic studies.
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2.3.5 Gross anatomy experiments

2.3.5.1 Measurement of the rat body weight

We placed a large plastic beaker (BrandTech®) on an electronic weighing scale (Kent Scientific®), tared the scale back
to 0, placed the rat gently in the bowl, then noted the reading on the scale when the animal was still, this was taken as
the weight of the animal (Atilade et al., 2018; Eteng et al., 2009; Hill et al., 2001).

2.3.5.2 Measurement of the kidney weight and Assessment of kidney morphology

Rats were dissected using previous methods, briefly, 24 hours after the last dose administration on day 36, the rats were
anesthetized using thiopental sodium and sacrificed. The kidneys were harvested through a linea alba incision (Eteng et
al,, 2009; Kalange et al., 2020), and immediately after removing the kidneys, they were weighed using a sensitive elec-
tronic weighing machine (Kent Scientific®). After the weight was taken the kidneys were assessed visually for any gross
morphology defects (Atilade et al., 2018; Eteng et al., 2009; Hill et al.,, 2001).

2.3.6 Hematological tests

2.3.6.1 Collection of blood samples

Blood samples were collected using a previous method, briefly: after sacrificing the rats as described (Eteng et al., 2009),
whole blood was collected by cardiac puncture from each of the rats into sterile red top plain vacutainer tubes for urea
and creatinine analysis, and purple top EDTA coated vacutainers for CD4 cell counts. These were then left to stand for an
hour to clot and serum samples separated from clot by centrifugation at 3,000 rpm for 10 minutes (CYAN CLOO8N). Sera
obtained was used for the analysis of the different parameters in line with the objectives (Eteng etal., 2009).

2.3.6.2 Kidney biochemical function tests
2.3.6.2.1 Quantification of the serum creatinine

Transferred the serum using a disposable pipette and place serum into a plastic vial. Serum creatinine levels were deter-
mined using the chemical (picric acid) method; Jaffe reaction. The Jaffe reaction is the reaction of creatinine with alkaline
picrate to form a colored compound; used to measure creatinine. Prepared Jaffe solution (NaOH and picric acid in equal
volume). Each serum sample and a standard (50 pL) were gently mixed with 1000 pL of Jaffe working solution and incu-
bated at 25 °C for 30 seconds. The orange-colored complex indicating maximum absorbance at 520 nm was measured
using Stat Fax 3300 auto biochemistry analyzer. The intensity of the color is proportional to the concentration of the cre-
atinine present in the serum sample and the results were expressed as mg/dl (Kiime et al.,, 2017; Owen et al., 1954).

2.3.6.2.2 Quantification of the serum urea

Transferred the serum using a disposable pipette and place serum into a plastic vial. Serum urea was quantified using the
chemical (diacetyl monoxime) method; Fearon reaction. The Fearon reaction is the reaction of urea with diacetyl monox-
ime to form a colored compound; used to measure urea. The hot acidic diacetyl monoxime in the presence of thiosemi-
carbazide was reacted with urea to produce red-colored complex with maxima at 525 nm. The intensity of the color is
proportional to the concentration of urea in the sample and the results were expressed as mg/dl (Marsh, 1964; Park,
1986).

2.3.6.3 Determination of the CD4 count

The CD4+ lymphocytes were estimated by flow cytometry using the Cyflow automated cell counter (Partec, Germany).
Fifty (50ml) of EDTA anticoagulated whole blood was mixed with 10ul of CD4+*PE anti-mouse CD4 antibody (Partec, Ger-
many) in a test tube. The mixture was incubated in the dark chamber for 15 min at room temperature of 22 - 30°C. Dur-
ing incubation, the content of the tube was stirred every 5 minutes. Eight hundred microlitres of buffer solution were
added, mixed, and plugged into the counter. After counting the CD4+ cells, monocytes and noise were separated gated
and the result was recorded (Ekaidem et al., 2010).

2.3.7 Histological experiments

2.3.7.1 Collection of the kidney tissue samples

Kidney tissue samples were collected using a previous method, briefly: after sacrificing the rats as described by (Eteng et
al,, 2009), and accessing/harvesting the kidneys through a linea alba incision (Kalange et al., 2020), the kidneys were
dissected to separate the right cortices that were placed in 10% neutral buffered formalin fixative at room temperature
(22- 30°C) for 24 hours, to be preserved for routine histological processing (Hill et al., 2001).

2.3.7.2 Tissue Fixation, embedding, and sectioning

After 24 hours of fixation, the kidney cortices were washed with 70% ethanol, put in a plastic tissue cassette, and pro-
cessed in a paraffin automated tissue processor (Histokinette-SLEE MAINZ, MTP type) overnight.
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The impregnated kidney tissues were then removed from the tissue cassettes and embedded in a molten wax bath on the
tissue embedding center, then allowed to cool on a cold plate of embedding center. Excess wax was trimmed away using
a blade and the cold block was then mounted to the Rotary microtome (SLEE MAINZ, CUT4062 model) for transverse
sectioning into 4 sections onto salinized microscope slides. The sections were processed further until they were made
ready for manual staining using hematoxylin and eosin (H and E) using standard protocols (Burke, 1968; Fischer et al.,
2008; Slaoui & Fiette, 2011).

2.3.7.3 Haematoxylin and eosin (H & E) staining technique on kidney cortex tissue sections

Deparaffinized the section by flaming the slide on a burner and placed it in xylene. Hydrated the tissue section by passing
through the decreasing concentration of alcohol baths and water (100%, 90%, 80%, 70%). Stained in hematoxylin for 4
minutes. Washed in running tap water until sections “blued” for 4 minutes. Differentiated in 1% acid alcohol (1% HCl in
70% alcohol) for 5 minutes. Washed in running tap water until the sections were again blue by dipping in an alkaline
solution (ammonia water) followed by tap water wash. Stained in 1% Eosin Y for 10 minutes. Washed in tap water for 4
minutes. Dehydrated in increasing concentration of alcohol and cleared in xylene. Mounted in mounting media (Fischer
et al, 2008; Slaoui & Fiette, 2011). The stained preparations from H and E were examined under a light microscope
(Nikon Eclipse Ci, 104C type) with a mounted digital camera (Nikon digital sight DS, Fi 1) and attached to a computer
with software (NIS-Elements F3.00, SP7; Build 547) for photography and data collection. Haematoxylin and eosin ena-
bled studying the general morphology of the kidney cortical tissue (Ashburner, 1989; Fischer et al,, 2008; Palladino et
al,, 2003).

2.3.8 Data analysis

Statistical analysis, column bar and line graphic representations for the study were done using GraphPad Prism version
6. Data were presented as Mean = SEM with the following tests: the one-way analysis of variance (ANOVA), Tukey
posthoc test (to compare all groups with unequal variances) followed by post-hoc Dunn’s test, two-way ANOVA, paired
and unpaired t-test. A p<0.05 was considered significant, all done on parameters of body weight, kidney weight, blood
creatinine, and urea, and CD4 cell count on 5 rats in each treatment group using standard statistics by (By et al., 1994;
Muthén & Muthén, 2012). Histological data were obtained by photomicrographic analysis of kidney tissue sections from
5 rats in each treatment group, and the kidney histological findings were graphically represented as grouped stacked
bars.

3.0 Results

3.1 Body weight of rats

During the first week of the study, the rats weighed 115g and treatment with 200mg/kg unlike 300mg/kg that decreased
the weight to 105g, did not change the weight; however, there was no significant change (P> 0.05) in weight between the
control group and 200, 300mg/kg; or between 200mg/kg and 300mg/kg. During the second week, the rats within the
control group weighed 121g and treatment with 200mg/kg group did not change the weight while those treated with
300mg/kg decreased it to 109g; there was no significant change (P> 0.05) in the weights of the two groups compared to
the control or between those of 200mg/kg and 300mg/kg. The rats weighed 137g during the 3rd week with no increment
in weight when treated with 200mg/kg. However, treatment with 300mg/kg reduced the weight by 8.7% but there was
no significant difference (P> 0.05) in the weights of the animals exposed to 200 and 300mg/kg in comparison with the
control or 200mg/kg against 300mg/kg. Between weeks 3 and 4 the rats maintained a similar weight of the control
group but those treated with 200 and 300mg/kg led to increased weight from 137 to 166g; 115 to 160g in the 200 and
300mg/kg-treated groups respectively. The increased weight in the two treatment groups showed significant differences
in the weights (P=0.0005, P=0.0028) respectively compared to the control group, but with no significant differences (P>
0.05) between the weights in the two treatment groups. Although the animals in the control group maintained their
weight between weeks 4-5, the treatment group animals lost their weight by 10.3% and 19% in 200 and 300mg/kg
groups respectively, this resulted in the weights for the treated animals being significantly indifferent (P> 0.05) com-
pared to the control and each other (Figure 24, Table 1).

3.2 Gross morphology of the kidney

There were no gross morphological changes in the kidney of the Wistar rats in the 200 and 300mg/kg groups compared
to the control (Figure 1).

3.3 Weight of the kidney

The kidney weight of the rats in the control group was 2.7g; treatment with 200 and 300mg/kg showed no increment in
weight and therefore no significant difference in the weight of the treatment groups (P> 0.05) against the control; as well
as between the treatment groups (Figure 2B, Table 2).
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Figure 1: Effect of treatment with Alafia barteri extract in adult male Wistar rats on gross morphology of the kidney
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Figure 2: Effect of treatment with Alafia barteri extract in adult male Wistar rats

A= Line graph showing the effect on the body weight in 12-week-old adult rats; Bodyweight (y-axis) plotted against doses
0, 200, and 300 mg/kg body weight. Generally, body weights increased by week 4 in the 200 mg/kg and 300 mg/kg howev-
er no significant differences were found with the control group. Figures B-E show the effect on the kidney weight, blood

creatinine, urea, and CD4 count respectively
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Figure 2F: Grouped stacked bar graphs showing the effect of treatment with Alafia barteri extract on the histomorphology
of the kidney cortex of 13-week-old adult Wistar rats. Histomorphological structures in the kidney cortex (y-axis) plotted
against extract doses 0, 200, and 300 mg/kg body weight. BMC= Bowman’s capsule; GM= Glomerulus; PCT= Proximal convo-
luted tubule; DCT= Distal convoluted tubules. Red color indicates severity 208x257mm (300 x 300 DPI)
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Table 1: Multiple comparisons on body weight of 9-13-week old adult Wistar rats following treatment
with Alafia barteri extract.

Tukey's multiple

comparisons tests Adjusted P-value

Time (Weeks)

Concentration (mg/

kg) 1 2 3 4 5

CONTROL vs. 200 0.9998 0.9885 0.2425 0.0005 0.4204
CONTROL vs. 300 0.6289 0.4944 0.9306 0.0028 0.5275
200 mg/kg vs. 300 0.6402 0.5835 0.124 0.8509 0.0567

Table 2. Multiple comparisons on organ weight, blood creatinine levels, urea concentration, and a CD4 count of 13-week old
adult Wistar rats following treatment with Alafia barteri extract.

Tukey's multiple comparisons Kidney

L weight Creatine Urea CDh4
Adjusted P-value

CONTROL vs. 200 mg/kg 0.9751 0.3019 0.9442 | <0.0001

CONTROL vs. 300 mg/kg 0.806 0.4295 0.5717 | <0.0001

200 mg/kg vs. 300 mg/kg 0.9092 0.961 0.7631 | <0.0001

KEY: CD4= Cluster of Differentiation

Figure 3: Changes in renal tissues following exposure to Alafia barteri in male Wistar rats.

Photomicrographs (transverse sections), x100 magnification. A = control group, B = 200 mg/kg, C = 300 mg/kg.

1= Glomerulus; 2=Proximal convoluted tubule; 3= distal convoluted tubule; 4= distal convoluted tubule lumen; 5= proximal
convoluted tubule lumen. Changes were mainly in the renal corpuscle. 254x190mm (96 x 96 DPI)

3.4 Blood creatinine levels

The blood creatinine level of the rats in the control group was 0.364mg/dl; treatment with 200 and 300mg/kg increased
the levels to 0.572mg/dl and 0.536mg/dl respectively although this did not result in a significant difference of the creati-
nine levels of the treatment groups (P> 0.05) against the control; as well as between the treatment groups (Figure 2C,
Table 2).

3.5 Blood urea levels

Although there was a slight increment in the blood urea concentration from 4.882mmol/L— 5.116mmol/L—5.76mmol/L
in the: control-200mg/kg—>300mg/kg, there was no significant difference (P> 0.05) in the blood urea levels of either of
the two treatment groups against the control or blood urea levels of 200mg/kg against the 300mg/kg groups (Figure 2D,
Table 2).
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3.6 CD4 count

There was a sharp increase in the CD4 count from 15.26 cells/mm3 of the control to 28, and 95.48 cells/mm3 of 200, and
300mg/kg groups and this was associated with significant differences (P< 0.0001, P< 0.0001) in the CD4 count of 200 or
300mg/kg-treated animals against those of the control; additionally there was a significant difference in the CD4 counts
of 200 and 300mg/kg (Figure 2E, Table 2).

3.7 Histology of the kidney cortex

The normal rats had the expected normal structure of Bowman’s capsule, glomerulus, proximal and distal convoluted
tubules. Treatment with 200mg/kg resulted in a widened Bowman’s capsule and glomerulus with a more dilated proxi-
mal and distal convoluted tubules associated with a wide lumen of the tubules within the renal cortex; treatment with
300mg/kg showed shrunken glomerulus and widened proximal and distal convoluted tubules with enlarged lumens of
the tubules (Figure 3A, B).

Discussion

Treatment of the rats with the extract for 1, 2, 3, or 5 weeks was not associated with a modification of body weight, but
four-weeks’ treatment was associated with a dose-independent gain in body weight. Oral ingestion of Alafia barteri ex-
tract does not disrupt the physiology of body structures, improves their function, and does not modulate body weight of
the rats (S. A. Adelakun et al., 2018), this is in line with the results of our study where the weight of the animals was not
modulated, except the gain in body weight observed during the fourth week of the study. The gain in body weight during
the fourth week of the study is in agreement with (S. A. Adelakun et al., 2018) that the extract can improve body function
(S. A. Adelakun et al., 2018) and with (Atilade et al,, 2018, 2019) that sub-acute (6 weeks) ingestion of the herb increases
body weight (Atilade et al., 2018, 2019). However, our findings are contrary to those in a previous study where a similar
dose (31—327 ppm) of the ethanolic extract of Alafia barteri was shown to be toxic to brine shrimp larvae (Artemia sa-
lina) (Lasisi et al,, 2016), this is because, despite its use in toxicity testing of mammals, brine shrimp (crustacean) results
are not always representative of mammals due to the different anatomical and body physiological make-up (Vanderklift
& Ponsard, 2003). In conclusion, the extract is not toxic to bodyweight but in some circumstances, it is associated with a
gain in body weight of Wistar rats, however, the infrequent gain in body weight due to the extract needs further investi-
gation.

The extract was not toxic to the gross morphology and did not modify the kidney weight of the rats in concurrence with
(S. A. Adelakun et al., 2018), however, our extract caused histological distortion of kidney cortical structures (Bowman'’s
capsule, glomerulus, proximal and distal convoluted tubules) in contradiction to previous studies (S. A. Adelakun et al,,
2018) and (Atilade et al,, 2018) that showed that oral ingestion of the extract as non-toxic to kidney histology (S. A. Ade-
lakun et al., 2018; Atilade et al.,, 2018). In this case, our extract is harmful to the kidney cells as was the case to brine
shrimp larvae (Lasisi et al., 2016), but neither safe nor ameliorative to the defective kidney cells (s), contrary to findings
by (S. A. Adelakun et al,, 2018; Atilade et al., 2018). These findings are in agreement with findings from previous studies,
which found that despite their numerous medicinal uses, the plants of family Apocynaceae to which Alafia barteri belongs
contain toxic compounds (pro-toxic dehydropyrrolizidine alkaloids) (Colegate et al., 2016; Liu et al., 2013) and herbs
contain heavy metals, which when consumed in raw herbs could pose major health risks to mammals (Ssempijja et al.,
2020) including injury to the kidneys (Musabayane, 2012; Olujimi et al., 2014).

The extract was associated with normal biochemical markers of kidney function (blood creatinine and urea). This means
that despite causing injury to the kidney cortical cells, the extract did not cause impairment of kidney function or kidney
disease (Yadav et al., 2014). This finding concurs with (Musabayane, 2012) that plant extracts could be harmful to kid-
neys but disagrees with them on the fact that the resulting harm causes impairment of renal function. Renal cytochromes
P450 and peroxidases are involved in the metabolism and activation of phytochemicals such as alkaloids (ellipticine) in
Apocyanaceae; the integrity of the enzymatic systems determines the pharmacological efficiency, genotoxic side-effects,
excretion of this herb, as well as the integrity of the kidneys themselves (Stiborova et al., 2010). Injury to the rat renal
cortical cells was not associated with impairment of renal function or kidney disease because of the intact renal enzymat-
ic systems that were able to metabolize, excrete and reduce the side-effects of the herb (Stiborova et al., 2010). The etha-
nolic extract of Rauwolfia vomitoria, a different variety of Apocynacea compared to that used in our study (Alafia barteri;
Apocynaceae), led to impairment of the renal biochemical indices (elevated serum creatinine and urea), with resultant
abnormal kidney function (Eteng et al.,, 2009), but this is not surprising because extracts from the same plant but ob-
tained from different parts of that plant such as leaves and roots can show different effects on kidney function tests; and
different varieties of the same family of plants can as well show differences in renal physiology (Eteng et al., 2009; Musa-
bayane, 2012). In conclusion, our extract causes injury to the renal cortical cells but does not cause impairment of kidney
function or kidney disease.
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Ingestion of the ethanolic extract of Alafia barteri causes a dose-dependent increase in the CD4 cell count associated in
line with studies that have associated Apocynacea with modulation of CD4 cells in mice (Santos et al., 2018), an increase
in CD4 counts in HIV patients (Maes & Maes, 2015), showing the impact of Apocynaceae plants on the CD4 cells, especial-
ly during the management of certain ailments (Maes & Maes, 2015; Santos et al., 2018). Our findings and those by (Maes
& Maes, 2015; Santos et al., 2018) are in confirmation of the fact that Alafia barteri leaf extract is an immune booster
used for different pharmacological properties as an antispasmodic, antiplasmodial, antifungal, antibacterial, anti-
inflammatory, reduction of edema, analgesia through inhibition of acetic acid, antiproliferative through cytotoxicity of
cancer cells in rats (Hamid, Aiyelaagbe, Negi, et al., 2017; Sofidiya et al., 2014b), antiproliferative through suppressing
the viability of the hepatic, breast and leukemic cancer cell lines (Hamid, Aiyelaagbe, Kaneez, et al., 2017), alkaloid inhibi-
tion of growth against human neoplastic cells (Liu et al., 2013), and antioxidation to protect cells and tissues against det-
rimental effects of reactive oxygen species and other free radicals (Owolabi et al.,, 2018). Although none of the above
pharmacological properties was histo-protective to the kidney cortex contrary to (S. Adelakun et al., 2018; Owolabi et al.,
2018) but was protective to the gross morphology of the kidney, renal physiology and was non-toxic to the bodyweight
of Wistar rats in agreement with (S. Adelakun et al., 2018; Owolabi et al.,, 2018). The molecular mechanism (s) through
which Alafia barteri protects body tissues and processes of our study is not adequately known (Mahomoodally, 2013),
our study shows that the extract works via the improvement in the status of the immune system through increasing the
numbers of CD4 (T-helper) cells. These leucocytes will then be recruited in cell-mediated immune responses of the in-
nate and adaptive immune systems to protect the body against infections, illnesses, and pathogens or preventing their
growth (Li & Flavell, 2008), through the production of T-cell cytokines in response to specific antigen stimulation, help
for antibody production, coordinating immune responses, lysis of infected target cells with type 2 histocompatibility an-
tigens, serve as a cellular receptor for antigens, among others. The CD4 cell count gives an indication of the health status
of the immune system and the ability to fight against pathogens, infections and illnesses (Bodhade et al., 2011; Yarchoan
etal, 1991).

In conclusion, the extract improves the health status of the immune system and the ability to fight against pathogens,
infections, and illnesses. It is important to note that the mechanism (s) and phytochemical compound (s) that lead to the
increase of the CD4 cells was not established in our study, and these need to be explored.

Conclusion

The present study has shown that when the ethanolic extract of Alafia barteri oliver (Apocynaceae) is used in therapeutic
doses, it distorts the kidney histo-morphology but is safe to kidney gross morphology, kidney function, body weight and
boosts the immune system (CD4 cell count increases) of Wistar rats.

Recommendation

In the human context the study informs us that the extract of Alafia barteri oliv is safe form phytotherapy, and is of value
in boosting the immune system (CD4 cells), thus could be used to develop drug formulations that are safe and pharmaco-
logically important in various ailments. However, there is a need to further explore the cause and clinical value of the
infrequent gain in body weight that is associated with the oral ingestion of Alafia barteri extract. We recommend that the
mechanism (s) and phytochemical compound (s) that lead to the increase of the CD4 cells be explored.

Limitations of the Study

There are slight gender differences in physiological functions and toxicological results in Wistar rats; furthermore, infor-
mation from female Wistar rats would offer further insights on any toxicological effects which may be gender-related
(Foucaud et al., 2010; Grotewiel et al.,, 2005; Iris Christine Howlett, 2013). However, we used only male Wistar rats to
ensure uniform interpretation and reproducibility of results.

Abbreviations
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H&E Hematoxylin and Eosin
NaOH Sodium hydroxide
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